Introduction

5
For these assays, we generated: i) a GsrN deletion strain (ΔgsrN), and ii) a strain lacking the 5' 97 end of GsrN, gsrN(Δ5') (by deleting gsrN nucleotides 10-50) (Fig. 1A) . Both Table S3 ).
156
A Table S4 ). Considering that 159 differences in GsrN-regulated transcripts do not necessarily correspond to differences in protein levels (Fig. 5B) . We conclude that transcription of osrP depends on sigT and is 213 independent of gsrN.
214
We previously affinity purified GsrN tagged with a PP7 RNA hairpin aptamer (GsrN(37)::PP7hp)
215
from Caulobacter cell lysate, and quantified RNAs that co-purified with GsrN by RNA-seq (11). For this 216 present study, we have re-analyzed our published dataset (NCBI GEO accession number GSE106171)
217
with the goal of identifying reads that map to osrP mRNA. We observed significant enrichment of reads in a base-paired region (26) (Fig. 6B) . It is important to note that the RS1 mutations disrupt predicted secondary structure (Fig. S4A S4D) . We failed to detect any activity from the osrP-RS2 reporter in any strain, including those 274 expressing gsrN(RS) (see Fig. S4E-F) . The lack of activity could be due to the lower levels of GsrN(RS) 275 versus wild-type GsrN (11) or it may be the case that the RS2 mutations ablate an essential regulatory 276 feature of the osrP leader. Based on these reporter data, we conclude that mutation of the predicted the levels of which increase 3-fold during hyperosmotic stress (11).
4
During persistent stress conditions, such as hyperosmotic stress and stationary phase, we have 338 observed that the stable 5' isoform of GsrN accumulates to higher levels than full-length GsrN (11). Under hyperosmotic conditions, we observed only a few cases of proteins that differ significantly 390 in steady-state levels between the gsrN ++ and wild type strains. Besides osrP, genes regulated by GsrN 391 during hyperosmotic stress identified in this study were not identified in our previous study of mRNAs that 392 co-purify with GsrN-PP7 (11). However, affinity-purification of GsrN-PP7 and its co-eluting RNAs was 393 performed in unstressed conditions. Identification of co-eluting mRNAs using the PP7 aptamer pull-down 394 approach is biased toward highly expressed RNAs; osrP mRNA was the highest expressed target during 
Materials and Methods
411
All C. crescentus experiments were conducted using strain CB15 (38) and derivatives thereof. 
415
Antibiotics were used at the following concentrations on this solid medium: kanamycin 25 μ g/ml, Table S1 ). Conjugations were performed by mixing the donor E. coli strain, an in-frame deletion allele of osrP was generated using primers listed in Table S2 in the supplemental 441 material and combined using splice-overlap-extension. The deletion allele carries a 5' (UP) and 3' 1 8 pNPTS138 using the restriction enzymes HindIII and SpeI. The tagged allele osrP::FLAG was generated 444 using three pieces, two with primers and one with a gene block (Gblock) listed in Table S2 . The tagged 445 allele was cloned into HindIII and SpeI digested pNPTS138 using Gibson assembly of all three pieces.
446
The first recombination was achieved using a tri-parental mating described in the "Plasmid integration in between samples from different backgrounds by dividing the averages and taking the log-2 554 transformation, log 2 (Fold). Multiple t-tests were conducted using the LFQ criteria described previously.
555
We used the multiple t-test analysis from GraphPad Prism version 7.0 for MacOS, GraphPad Software,
556
La Jolla California USA, www.graphpad.com. The false discovery rate (Q) value was set to 5.000% and 557 each row was analyzed individually, without assuming a consistent SD. 
